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m • 

NP03032-YS 
C12N 15/10 

m^m<om 21 

[tt^XJiSm] ^mm^^-^-^^^ 3-46-50 

mmxitmrn] ^^m:±^^MAt 2-9-1 

Ji;V±?f 7 1 5 

mmximmi m^Wc}mm\i\fm 3-2-1 

^t7.f Al^^n 10 3 

[mSlJ#-f-l 391034994 
lMJ#-f-l 300050367 
[l&SU#-f-l 597115358 
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#^2 0 0 3-0 9 1 3 7 3 ^-v I 2/E 




[f^^lJl=-^l 100093230 

03-5454-7191 

{"fm-^mm^] 009911 

12. 600H 

[^omi ii^JJl^<^^T<^#<7)^^<0#J'^ 6 0 / 1 0 0 

m^^] laffi 1 
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1/ 



# 



;5> cDNA^ -g-^i" ^ :fir^'e^ ^ 

(i i) y 9 -r- 1; r/p? ^ K (Pi) if^hmmwmmi^ J: ^-^cDNASr-^ 

(iii) jnRNA/cDNA^xnT'^7°lx^;'iJ';^<^cDNA(03'Ml^> V =Srfflv>-r i; 

2 1 T'^ V- :j- V :t ^ K (PI) 5&^3' ^ I' 7^7 -iS^J 

ffi L -r v> -i> - 7" ^ -r "7 - V ^ V :^ ^ K (DPI) -e ^ ^ If 1 <7) 

im^:^5l T'^-fv-^tUri'^iJ^ V:t^K(Pl)<^7'7-Y*7-iEW^ ^ 

7 ] Tim RNA V if-^-^^^ m^'^ 1 <^::^^o 

(iv-a) mRNA/cDNA^-r n 7*^ V ^ (ORNA^^DNAmtcmm LTllZlMcDNA 
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#M2 0 0 3-0 9 1 3 7 3 ^-v : 

imis^'^ 91 V > * - :t r^'p^ V ^ ^ K (LI) t t^mkj ^@a^J 

]^ 9 o:^^o 

im^:^ 111 ^ ^ icmrox^ : 

im^^ 121 $ HJiI.T<^XS : 
(iv-b) -^[z-f^y^-^-^'J^f^^V-^^Yi?!)^. 

^U^^V (LI) ^^i" SmRNA/cDNA^-r ur^^-^l^y ^ ^:mk^ ^ ^ -DNA<^— 

^i^VHr^ K(DLl)'e^^»^:^ 1 2 (dIj^o 

[m^l© 141 :/ 7 -7 - ^ Ix :t ^ K (PI) H^il U > * - :t 'J 

^ K (DLl) i)mW.LX\^^^n-^^ 1 3 <^:^^o 

[It^^l 51 i:5^IIiJ>':^-:tV=f'p?iJ'l^^^K(DLl)^6^m^';i^V 

[ff:^]^ 161 ^ <^ \,z&rf<oi:m : 

(v-b) mt^^ ^ ^ -DNA<7>— 1$ i: t /imRNA/cDNA^ x n t*^ V -7 ;^ ORNAfR 
=S:^tflt^:^ 1 3 (D^j^o 

3|5:igcDNA$r-^tfi^n->0^fflt?*oT. 5'^i^3? ^ K(T)n G (n=0~10 
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mm 2 0 0 3-0 9 1 3 7 3 ^- v *. 3/ 




^■r^blj^X-^^X. S'^^^l^^^^yHi^nG (n=0~10) X^^cSm^^tf^ 
n - y ^ @ n - > i-^:^^o 

191 yy^^-^V::f^^^y^^ K(P1) t-:^mV 
::f%^V^^V (DLl) ^^il^LTV^^Zl^js:^:^ V ^ V'^^ Ko 

llt^:^ 2 0 1 yU--^')^^^ V-^^ K(DLl)*«^m:t v^V 

tcDNA^mffl•^^^-^S^-=S^'^^W^Ii^:^l 9<D-2^fI:t'; ^-piiJ^ V:t^K 

O 

im^:^2 1] ia^J#-^l<^m^Bfi^J^^'r^pGCAPlfi5^<^^i5'^'-"/^ 

[0 0 0 U 

[0 0 0 2] 

tf0^it'f5T1f^«:^m-r^^>'-^DNA (^#DNA) (^^ft@B^J76n5^«^$^^ 

yn^-^-. ■9-7''l^>;'-9--^) i::M1-^1t^'C'*^o ^ttibzi 

ooif ^^r-^y A@B^J;&^ ic>ttffi-r S /i*J> l^ti. ^-fe't^^DNAOitiS^IIit^^ "b^^ 

. mRNAlC>tSM6^'&DNA (complementary DNA : cDNA) ^^M^fflV^'bttrv^^o #1^ 
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#M 2 0 0 3 - 0 9 1 3 7 3 : 

^a^n- K'^Jt<7):^T=^'^tfmRNA:6^f>^^^^7^:cDNA (^^ScDNA) ^W^-f 
10 0 0 3] 

7-^^)V^ryi^> (m7G) *-*^3i:n$&,^.j(i5'V:tf-Kl^5'-5'HV>m#«:^ 

;& r*°i;(A)x-;VJ <^)#^£-e*'2>o iO^'V (A)-r-;V{i. ADNA:^-'^^^ 
$ tL/^mRM W ^ l:: ^rt -tf^lin ^ tL ^ ^+ e> 20(MS <^ T r ^ ^ (A) m^K^^ 
;2>otJfeor. 5"(IJlci^^ 7 7'«5t^^U 3'1B9lC*'';(A)x-;V=S:^^^mRNA«r 
MMi: LTiElSl^'^fiK^tL/icDNAti. ^^ScDNA(7)-o<7)^# 

[0 0 0 4] 

cDNA{±. tmA^mm.tLXmnW-Ki^^i^i^^'^^-t^:it-i)^X-^^i)\ 

y^c. wm^mmt-r^Mm^KBit. inRNAW1H!ll'>^v^-7-:t';=f5?i^V':t^ 
|.*:5.7'--;v$-i^, i (T^T'^^ -7 ->6^ lb mRNAO 5' :^[ol^DNA|g (H— ^cDNA) * 
'^^i-'2>o t^-:5-C. -B^^tf. ^-ij (A)t— (:t';3MT) ^JrT-::^- 

;H-tL{f. 5J^V (A)x-;^=Sr*^^*-1■^cDNA^i±fc^fi^#=i»^^#^- t^^'^^^^o 
Lii^V^i!)^^. ^<D-:ffmt. •/7-f*7-5&^^>^^^^'^#5ttW^^:gcDNA'^^ 
=^1^.iiEL=&v>o DNA$I(^^^^>^^'^4'-e4'»fi-^ ^t^mmi.'^C^f^i^'^-^ 
ho ^^t-^l::EST (Expression Sequence Tag) t \.Xmi^ti:W.<DWM'^ 

m.i)m^ $ ttT v> S 75^ liDNA'^^RJS56^4' 6^ ^ tt/i/^^^cDNAll fi5^-t 

[0 0 0 5] 
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#^2003-091373 ^-v . 

(1) x-^J>i5^^ 

^f—)]^mmt^^1^'C^^^^ Okayama-Berg^ ^Pruitt^ ( 

10 0 0 6] 

(2) V V^-'^^y-va 

(3) ^ ^) 

;5-^'g'fiS:$ttfccDNA;6^'^^tt;5j^'^'b^^o mRNAO:59i»=Sr«Ix.^fcie)lC. ^RNA 
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m • 

[0 0 0 71 

(4) ^-^y-fY^y^^^^ 

[0 0 0 8] 

[#tt^:S:i)t2l 

#fp3337748-^ 

H^<2rPB^01/04286■f■/^° 7 y h 

[#fi^:5:m4l 

5^@^B¥^6,022.715-t 

Okayama, H. and Berg, P. Mol. Cell. Biol. 2:161-170. 1982 
Pruitt, S.C., Gene 66:121-134. 1988. 
CLONTECHniques, July 1997. p. 26 

Edwards. J.. Delort. J., and Mallet. J. Nucleic Acids Res. 19:5227 
-5232, 1991 

Maruyama, K and Sugano, S. Gene 138:171-174. 1994 
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#02003-091373 ^-v . 

Kato et al.. Gene 150:243-250. 1994 

Edery. I, Chu, L.L.. Sonenberg. N. , and Pelletier, J. Mol. Cell. B 
iol. 15:3363-3371, 1995 

Caminci et al.. Genomics 37:327-336, 1996 
[0 0 0 91 

^ n _ > ^ jg, d i: {±^46 T aH-esb * o 
[0 0 10] 

[0 0 1 ll 

[0 0 12] 
[0 0 1 31 
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#02 003-091373 ^-'-^ • 

o 

[0 0 141 

^ K (PI) * T - - ;vr ^ x^. 

(i i) V - :t V K (PI) i ^9 l|-flcDNA=lr'^ 

(iii) mRNA/cDNA^xnT'a.'/^y ^^;^<^cDNA<^3'Mt^> ^) 1f-^^m^^X^) 
yf]-^ ^ Vir^ K(L1) ^m^-r^TM. 

[0 0 15] 

i<7)^il&^<o:^i*i^*5tt^-/7-f-7-^v='*^i5'^^^K(Pi) (J-^T. Ft" 

tfc{± rt/^-f*^- (PI) J tiBm-r^-^*^*^) *#fi*jt-{* 

-:$:$l7'9^-7-(spi)tfz{±z:^$I-/9^*=^*- (DPI) -e*)*). i; v:^7~:t^;=<' 

>65^^) {i. ;i:#fi<jtc(±-:^IIV>':*~(SLl)tfctii:^^U>;^7- (DLl) -e^> 
-eUT. -215:11 >^^^ -7- (DPI) <OJ^^lcti. 3'«i:::/9-r-5'-SS^j;ei-'S^m 

[0 0 16] 
[0 0 17] 
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#02 0 0 3-0 9 1 3 7 3 ^- v : 9/ 

^fim L\fmnt LTv>;&o 

[0 0 18] 
[0 0 19] 

(iv-a) mRNA/cDNA^x n x*^ T'V' ORNAII^DNAIltcfim bTm-IIcDNA 
[0 0 2 0] 

^ K(L1) llML-Cffl^W^ie^J^'^tfT'v-r'^-:^ rfpJ ^ Vir^ K(P2) 

ASr#^■r^it^ -?-L-C^<0J^^<0"/^-r-7-^'>' 3'^i^V'^^K(P2)<^)3'« 
[0 0 2 1] 

NA^Sr-^tf ^^J" - ^ n - yHj^W ^ t^-^ o 
[0 0 2 2] 

m 1 lil§«:^?*<^^ 2 oHMB^ii. ^ icjy.T<^x^ : 

(iv-b) -^K^^>('7-tV:=f:?^^l^^^h*{?l)^. mmi^V>:^'-^')=i'^ 
^Vt^Y (LI) ^^i-;i)niRNA/cDNA^-r ur:^'fVy^::^ ^W^^ ^ ^ -DNAO— 

[0 0 2 3] 
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f-K(Pl)t— 1^^^^* (DLl) i3mm.\^X\^^^^h^^ 
t L^^mmt LTV^;5o t fc-^^liV y^-^V ^ V-*^ K(DLl)>6-'mM:t 

o 

[0 0 2 41 

^if&?^:i^feo^2o|§S?l^Sii$<bi'. J^Toxe: 

(v-b) ^ ^ -DNAO— IfP h L fjinRNA/cDNA^-r n t*^ 7" V ;^ (ORNAiRSr 

[0 0 2 5] 

■^mSSm:^^^u--y(Dmmxib^X. S'^IC^?^' V*f-K(T)nG (n=0~10 
^SE^J ^^-r ^ cDNAO n - > 'IreOXJ^^-^tr i" ^ cDNA^ V 

[0 0 2 6] 

NA(75 ^ ymit Iwlt^-r ^ ^ 1/ ^ f - K>5> cO^t^SB^J cDNA<^> n - 
-y^mi-t^-nW^i)^X. ^'^%^V-^^Ym^^ (n=0~10) -e^^cDNA=l: 

tf n — V a a<j ^ n — > ^ -f ^ -e ^ o 

[0 0 2 7] 

-^^-V^^i^V-^^K (DLl) 76^'MMtTV>;i>r2^$I:tV=''p?^l^^-5^K-^^*^ 

o 

[0 0 2 8] 
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(DLl) ibrnm^ Vi^>t cDNAI&mffl -fn^-^- ^'^^-C -5, d 

[0 0 2 91 

(i i) 0— ^cDMO-a-^t^ X ;2>inRNA/cDNA^-r n r^-:^^'^^:^ <^P^> i3 J: 

(i i i) iDRNA/cDNA^x ur^-:ruy^:^ <^^-ilcDNA3' ®-^<^ V^iJ-^V ^ 

rcj rcj [tfz(±5'-C(A)n-3'(n=l-10)] *^l^-|ftcDN 

<D^>^\Z\t m [tfc{±5'-T(A)n-3'(n=l-10)] ^^^-iIcDNA<03' j^tl^lin^ tt 

i- ^ ^) o -e^ ;i) $ tLfCo 

[0 0 3 01 

/wo 

[0 0 3 11 

. CrP> UTP; tfz\tAm. dCTP. dCTP. dTIP) ;*52lim-h^'a-Ufc^^'S:m9o 

\>XT(DmmK^^^-<:^ itfiB<^^^ v^^Kfi-etL-rttmt^ taj . rcj > rcj 

0[A]fc TTtf^tiUj . rcj h rcj t<^)7K^$g^lcJ:;i>^'g-«:^i*i-^o 
[0 0 3 21 
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[0 0 3 3] 

T^^-s'-s'^uvm^-^ (Gp5'-5'pp) Lfz^^-^^^. m^i^o(r>m7m'^^)^it 

5'-m7GNiN2N3N4N5 ^Nbi-3' I (a) 

(:fej3. N(±A. G> CtfctiU. m{±50J^±<^IE^) 

[0 0 3 41 

<7)3'^i::5'-C(A)n-3' (n=0-10) ^MtJnb/ccDNA (^-^cDNA) : 

3'-(A)nCdNidN2dN3dN4dN5 dNm-5' - (b) 

(5^ is. dNtidA. dG> dCtfclidT) 

i:, c:OcDNA(b)l**ft-C$«c>l'ia?i6«I=SrcDNA (^Zl^cDNA) : 
5*-(T)iiGdNidN2dN3dN4dN5 dNm-S' : (c)> 

TcDNAj iiwd^-^i-Ji-^iicDNASrwv^. ^om.mw.m^^'^^^^^^-t^ 

[0 0 3 5] 

cDNAj r^^iB*&^^«^^i^=^^>''&^^^®^s^^^^'^"^**^^^ t^^-r 

^ CI i: ^>'e§ 
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[0 0 3 6] 
[0 0 3 7] 

^6<I^#t±Sambrook and Maniatis. in Molecular Cloning-A Laboratory Manua 
1, Cold Spring Harbor Laboratory Press, New York, 1989; Ausubel, F. M. e 
t al.. Current Protocols in Molecular Biology. John Wiley & Sons, New Yo 
rk, N,Y, 1995^tC|Bm^tL-CV^;&o 
10 0 3 8] 

[0 0 3 9] 

mi<7y^mit. ^^y/i^mcvm (^-mcDNA) '£r'g'^-r^:^^-e*oT. ick 

TOXS(i). (ii)*5J:CF(iii)M^^i:tT^tfii:^#mi:bTV^^ (igi# 
M) o 

Xe(i) : ^^y':fmok^^-r^mSMt^t^mm^'^^^^ -fy^C^-^V:^^^ 

1/ * ^ F (Pi) r ^ - * o 
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=5: b TmRNA/cDNA^ T- n T' Jt- y V ^ * PMi" ^ o 

[0 0 4 01 

RNAJ isXXJ^ytfzii rm<7)RNA^T x. rRNA. tRNA#) J ^^A.-C\^^X i> X 
[0 0 4 1] 

i^j^^fz-mA-fy^-^- (SPi) . ^fcti-eos'figai^^^LT TT'^-f-^- 

ffi^JJ =Sr^ix.-CV^;2>z::$:il7^7-^-7<-(DPl)T'^;2>o :L(D^^<r>'fy^-^-W.n 
(Expression Sequence Tag) WM^i^cmkOZ' mU6^mW^^h A.}:^Xh^ 
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#02 0 0 3-0 9 1 3 7 3 ^-v I 15/ 

y^-^-isvD^m^^^^^i^i^-^om. z::*:M7^^^"^- (DPI) i:my^^^^^ 

ii30-100mi!)mt L<m^^hiX^o i<7)i9'^^'J n'dTT"^ ^ K X 

ox. ^'^){k)u^^x^^ti^^yf^mmk (^^scDNA) =s:i5i#-r^-t 

[0 0 4 21 

X5g(ii)lli3V^T{i. mRNAtCT^-;i'U/^'/^>f7-(Pl)tc^t^^^#«r^ffl 
7^^^-7-(Pl)<^3'^>&^<bmRNA<^5':^|o3l::^§M6^=&cDNAlI=&^^i-^o C: 

#in 1 7t ^ ^ T'm^cDNA . ^^y-f (-)mRNAll S^^-t" ^ ^ -Y T^^^S^cDNA 
<D ti'-rtL^ Wi" ^mRNA/cDNA^X n t* J- 7" ^ ^ $ *l;2> o 
[0 0 4 3] 

^l^§g<^)X5g(iii)i::i3V^-C'^^i-S'; >:^-(Ll)i±. 2:^*J^:J._h<^IB^iJ>6-^ 
^r;|,-2^0t/z{±r3|s:MDNA»fM- (112) T'^oT. ^<^>^^gB^Jt::i±#^<^tlI 
!5g{±;fcv^o f^/it. ^-iIcDNA(D3'^lC®M-r^';>*-5*«t±VV^<b$tLT 
v^^i£i^ll;5^ab^o -2f:§Ii;>^-(SLl)<7)^^fi. 3'^07Km*:*^'l^*^tvTV> 

$ttTv^^C^::6«$f*bv^o "^hKi^fz. -:$:Sl';>':*-(DLl)<^^'^^'^i^ 

- (DLl) om^^ti^W*^-^:^*)^'^:^ (1112B. C) o fzfzL. mRNA/cDNA 

[0 0 4 41 

(DLl) <Dy^y-i^3>it.jsmi/<mk^-r^r:3.'fUy^:^<D^^ry 
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X<. $);b\^-ii^<D^^y'fmik^n.^^^fzti^^'^Xi>X\^^o ^i3. T4RNA 
^):^'-^KX■oX. mMZ^^^ Zf') ^^'^fz2:^(D:t') rf 7";^ ^ v ^ V :t 
f-K|W|±«:^^-r*^i* (^ffl#m=^6.368.801-f-) i}m^^i^^X\^-i>i)K mRNA/ 

[0 0 4 51 

3'-(A)nCdNiclN2dN3dN4dN5 dNm-5' : (b) 

fz^^yf^mdmit. Mk.it^<Dmnm^tyy M>mmt(Ditm'x^x. at 

[0 0 4 6] 

KD^mfM (XS(iv-a)) m:ori:^McDNA--t'a'fi5:^tt;i)o i<^X^(iv- 
a){±. m^i^. RNaseH. :feMmDNA^° 'J p« 7 — if I. :»mDNAU t'^^rf^ffl 

mmx^ :h t\^^o'miiz^^^xii^tv\^^:^mx;h^o ^(ovcm^Wf^Ki^^ pgr 

7" 9 ^ -7 - i: L T . e > ?57 - (LI) OIB^J t^^JSf ^ J^^IB^iJ if^h^j: ^5'%-/ 

^ "7 - (P2) h . •Hirf fi V ^ ^ - (PI) <^ ^ ^ -7 - sa^'J t^^J^>t- ^ ^ssa^iJ 

5&;i>3''ll!l7'7'Yv-(P3)*'geffli-So ^hK-:fy^'^-iV2)tLX. ^<D3'^^^ 
rcj 'e^;5>*><^)=£:ffiv^tL{f. c¥-V'y7'mmcDNA^^«^6<li^Ji'm-t-^-^>&^-^^ 

o 

[0 0 4 71 



{HSE#2 004-303675 0. 



#M2 003-091373 : 

10 0 4 8] 

^1^^^0 2(7)^S^P. (X^(iv-b)) ti. ^x.lfX^(i)T'>gffl-t-**/^ 
>f-7-(Pl). L<tii::*:07'7-r"7- (DPI) <7)5fe^h. X@(iii)T'^ffl-r 

(DLl) ibmf^LfzUmVt<0:^')^^^^^^^'^i^^^^o -tLlcJ;J9. 
~701S) ^^^-rttifiv-o 3'^m*^tLT:iV3MT?::tt-^-2^m7^^^-^ 

[0 0 4 9] 

ysc^^-y^^-;?- (— ^lc^60'(@<O3'^m*^dTx--'V*^t> *>^— ^;6«Ec 
oRV¥?t5^^ [Kato et al.. Gene 150:243-250. 1994] ) m^^m-t^^ti>X 
i^o C<^|&§gici3V^-CfpmL/cpGCAPl'^^^iJ'-"/9^'^-=^ffi^^*i^> 
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^-v^ : 18/ 



# 



cDNAj ^n^^imW-^^^o fzhk\f. pGCAPl-<^i5'-"/7-f7-<^-:&<^* 

GJ 5{»^#JnbT. •"CTTAAG-i:^r«9. Af lIIO^if^.ft@E^J*^«?S-r^o L/i;5^o 

f *^:fc*>'t?i*o 'ffet::^ TGJ #iinic J:oT^»f^,m@a^j56^'miSt-*MunI(CTTA 
AG) , Xhol (CTCGAG) mi^MM-^^^o 
[0 0 5 0] 

\>X±.(0 <^X5g(iv-b) i o rm^^c^i^ ^ -DNAO— ^ i: UfcmRNA/cDNA-^ 
T-n-f^-ZVy ^JJ?.t::Mt-Cti. X5g(v-b)lci3V^T-e-ORNA0^DNAmicglfe-r 
^■raillio-C. r:$:iIcDNA=Sr^>-9— M-;&cDNA^i5' ^J^-iJ^n- 
o mm}-^hlimk(r>W^\t^ m^\t. RNaseH. :^lFmDNA4^°';^^— 
DNAU #--lf#*f^ffl$^^:rRNAiI^DNAiIlcSJfei-;Si2r^<^:frvilw J: oT^rd ^ 

[0 0 5 11 

c: (D mm<^S 3 11^ {i> Hu f 2^ 1 ^ (i^ 2 o::^^ 11 i o rftfl-fi^j i:i 

f^^$*t/v:cDNA-^i5'^-0^ffl36^'b=&'5) TcDNA^ ^ V -J T-$)^o ^<^cDNA 
y ?:60%m-L. t < f±75%m±. ^ l^i? 1 1 < ti90%J^J.±> :^4>»i L < {i9 
[0 0 5 2] 

^v>|S^-e^^^;'7'm^cDNA=^^^tTi!i5^-t-^<^i::^^'C'§^o /c/fL^ lEm^ 
^^^fifz^^y-fMf^cmklt. ^<D5'^K r(T)nGj =Sr5t-rS t b 
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mm2 003-0 91373 ^-v : 

x^^yf^mcmk^^^-r^^tTb^-c-^^o r(T)nGj (o^mt. ^^(r>^& 

Mm^^^i-^^^^^-'^^^^*''^^^- 9o%jii.jii± rcj ^^ht^t 

[0 0 5 3] 

m. (Sambrook and Maniatis, in Molecular Cloning-A Laboratory Manual, Col 
d Spring Harbor Laboratory Press, New York, 1989) t't^o/Co UWM-^^i- 

(1) ^WfTirU ^#JnRNAOp^ 

lih]^;gHT-l« (EF-1«) <5D^ikScDNA^n->pHP00155(#^#fi=:fcifc6)^ 
NotlM'fbt:: ^ n Umm:^ Lf3m> ^tt=S:liMt3 LT-f > e h n^^^ v h (Ambi 
onttm) =&fflv^TmRNA^rpmU/io RJS^^IC^ T^T-^n t LT> m7G(5')p 
ppG(5)^;&V^{iA(5')pppG(5) (v^-ftL^Ambionttm) ^r^^JO-T ^ - ^ ^5 > T 
in7Gj ^^vMi TAJ ^^Ir -^^ "/mat^1-^-^7';VmRNA^#/io ^^>;'yT 
•^n^^it«lcio-C. i|r^yy#5t«r^?t^v^'t7';VmRNA=Sr#:^s:o -fvehn 

^^mm(Db'^(Dm.mmm-. ^^^^-'^^(owm (b'-cGGkmcGkCGk-s-) <d 

TmiCEF-laW^IB^J (S'-OTirmTCGCAA---..) ^^^v^TV-^o 
(2) ^-mcDNA^^ 
±f B-Cl^m Vfz^ T'^VmRNA 0.3 fig t pKAl^ ^^-y^^-^- (— ^ 4^^60(0 

o3'g;gffi*^dTx-;^=^^L. 'i>d-»^coRV^m5^^) (#^#K^:5:m6) 0.3 

fxg^EJBl^ (50mMTris-HCl, pH8.3. 75mM KCl. SmM MgCl2, 5nM DTT, 1.25mM d 

fe¥^^superscript II (4 Y^i^ ^^nm) 2mtv^'y^^iyr-^^> 
ttf^-4ou i^mmtu) ^mmi^r^ 42x:mmEB^^. ^rji^imkKi^m 



aiiE# 2004-3036750 



mm2 003-091373 ^-^y : 

/Co 

(3) ffii^ y "Z^fD 

pH5.5. SfflMEm. lOmM 2-^JV*7'h-i-^/-^V) IC^g^-g-U 10U<^ 

(4) -lr;V7^-<'5^-'>3 > 

|^|B(2) ^ •/(+)mRNA/cDNA^-r n f-'aL V ^7 *5 J; tfltrfB( 

3) -QntzU^ ^ y T'mRNA/cDNA'Nx n V iJ' ^^?8[O-?-^^W20/z 1 'SrRJS 
(50niM Tris-HCl, pH7.5, 5inM MgCl2. lOmM 2-p( h ^ ->'K O.SmM 

ATP, 2mM mr) Km.'^X.. 120U<^T4 RNAU (^MataSi) ^^^)Pb^ 20'C 

16^^RlS$ mRNA/cDNA-^-r n J- 7* V ^y iJ^ ;^ <^^^ t^^'iJ'-T'^-f-^- 

(5) RNAM*^«bDNA^'^<om^ 

ymm^m^M (20inM Tris-HCl, pH7. 5, 4inM M 

gCl2, lOmM (NH4)2S04, lOOmM KCl. 50;/g/ml BSA. 0. ImM dNTP) \Z.m-^\^^ 0.3 
UORNaseH iMMmtm . 4U<7>E.coli DNA^i^* 'J ^ ^ — t'l {SMmm) . 60U 
OE.coli DNA';?!r— If iMMM^n) ^^minU 12'C5^^RlS$^i:. RNA^^DN 
Ail-e«m L -C^HM c DNA^-a-^ cDNVcDNA^x urc^-ZtVy ^ 7.^^ ^^"^ 

Jit^y-;Vztj^lwj:l). cDNA^jJ^iJ^-^maU TE 40 //UC^MbfCo 

(6) i^-m(o^^im 



tBiE# 2004-3036750 



#il2 003-091373 : 

n.i?V-~>3>{i. MicroPulser (/M ^ TttM) ^SrfflV^T^T^ofCo #^ 
tLfc5^W^m^^SOC^^fclcM7i U^c<^-^. 100 g/mlT > ^ v >"^^il5c^*fe 
±lr#v^-C. 37"C-Bjfe^#UfCo -eo^m. 5^l?^m:»«^105~106l@O7'f 

(7) cDNAiJ^ n - ><7)5' ^i^^lB^J^S^ 
^5e^*fe±t^^^t7t3n--=&*&VN lOO/zg/mlT^ev'; >-^^I^^%lC 

b (BigDye Terminator v3.0. ABm^) ^rfflV^T-^"^ 

^4f5&v^ ^5tDNAv'-'5r>'-9— (ABIttm) H J: ^)cDNA05'm*i^^J«^^^t 
/::o 

10 0 5 4] 

^^7yT:^^^J^t LTm7G(50pppG(5)^fflv-T{'^SLfc^T-*;ViiiRNA=Sr^Sli:: 
Lfc^i-g-. cDNA^>-9— h=^^-r^2 0^n-:-4>. y ^> 
Otil S-li-e^ofCo -e-<^'4><^l 2^n-V{±. ^T';VmRNAtilii|v^ TGJ i^K 

10 0 5 5] 

tr^><7D(il SlST'^o/zo 'e<^4'<^15i^n-V(i. -^e-r^VmRNAlwiilffiv^ TAj 

. TAJ ^•^t'5:V^^<^7&5 2'(@> mRNAOjt't'^&^'b^^ ^^^'^T'^^^cDN 

A3&S6'|@'^tttt:v^/io 
[0 0 5 6] 



{±S^# 2004-3036750 



003-091373 ^-v : 

[0 0 5 7] 

'fit^^)o^^o 'e<7)4'<7)i 4i^n->{±. ^^gi$&,*;<7)G<7)^l::^^'5f@5^J«r^fc 
[0 0 5 81 

-||cDNA^^<^l^l-^-IIcDNA3'^<J0 TCj TGJ *MttJn$ tt;2, ^ i::*^ 

oT. cDNA<^>5'^i:: TGJ ^^v^(± TTGJ :6^#Dn LTv^^^^lca. ^■ie'-;':/^! 

l^cDNAt? ^ C 7&s^l^ $ tL/c o 

(8) ^m^t^^iJ^ i5^-"/^-f'^-=Srfflv^^c:cDNA'^^ 

rcj m-iM Lfz^^y -f^mcmk^ u-y-fym^f^fzo "^oX. pKAl^ 

2 : ^SimHT-1080ft5^<^inRM«rfflV>/ccDNA7'Y "^^^ V -'f'^m 
h^-f 7'n-9-;V3-'^mJi*HT-1080 (:^B:2!s^$^^^^'c>ji^A) *>^AGPC^ ( 

i; rf(dr)y9^*^- (T'npijytfcia) Streptavidin MagneSphere P 

sxticles^MK.fz^k'^^^y y^-^^nx^ {k)mk^nmVtio 'i^';(A)+RNA 
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• 



• 



[0 0 5 91 

^^t? § fv: ^) <^191 ^ n - > irov^T. GenBankO^^T^- tJ' ^-J^ ^ffl v-^TBLAS 
"m^Sr^fJ&ofchi^. 189^5^ n->:6^inRNAfi5^<7)it-f5i^^ LT^$ tLTV^/c 

o ^#:o94%tc^3t;S)i78i5'n->{i. ■r'<■rlim^^t?^'^^'ev*/io -^fi:^^^ 
oa:^>#v^07&^ ';.i^'v-A®e@Pli:]^«H^l-«t?abi9. -ett-Ttt 5 n - 
>o'o-^$tt-cv^fco 5'^<^J^*@B^Jli^ 5^^->i-^r-/}K V^'V-ASe 
«Plli5*-(X:C(TrrccrcAGCTCCCGC'--> ^ftia^^l-« {iB'-GCTTTTTCGCMCCXJGTTTG--- 
•C$>»). v>-rtt^5'^<^ rCj (DNA-RNA^P< v:t';3•^^^;'tf 

^^ttTV^^Co -^rVAifi^JiiJt^LT^^^i:. 5'^tC$,;5,v^-fttO fGj 'i). ^ 

. 168^^n->7&« roj ;6^<b$&t^'i><^'e^ofco TnG (n=l-8)*^'b$&^ ^ 

^XT^Tii^^e-O^ofCo ^tLf,}i. TGJ ^mmi^fz^k. fTj ^^I^IB^tDb 

10 0 6 0] 

'J^-mP^^LX\^>fZo v^-rtL'br/A(^iB^JHli#^L>^v^ TGJ ^mi}ULfzW.n 
X^ofzo t^T&^oT. i<0 2^5'n->l±$/iitfSi^tL-r7^Pl^Ogfm^^* 

[0 0 6 1] 
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♦ 



[0 0 6 2] 

]ik±(Dm^y^^^^ ^i^tLX^ht. cDNA-f h^^-r^l91^'n->'0 

if^t^m^rn-XD^X. ^^yr^«^cDNA{±3 i^n-V-C'^ofc^il^^ib 
. iOcDNA7^:/^V-OJ^'a-> 5'^@£W roj Xit^t^i>(DX:d-<:>mmMm 

\^ Y y ^ y^u^)va-'7mmm£-ioM^^mmm2xmm^\^fzm^k Sfxgtp 

[0 0 6 31 

^^^^@S^,j^^lf^^f'S^o/io cDNA-f h«r^1-^'^><^'C'^ ^OlfiWm^ 

■C § ^> 0222^^ n - > ICOV^T. GenBank<7):1^Mx- ^ ^ - X ^ffl V^TBUST^ 
^=S:^f'5Jo/s:^vi;5>, 217i^ n->^&5nfiNAfi5l^<^it<5i^i: tT^^^ttTV^/io 
^#(7)96%l'^fc^209^n->{±. ■r-<tlif^^^*'^^'ev>7to ^:tL?><;ott> 
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#M2 003-091373 25/ 
>^mfem-tJSM^»ARPE-19 (ATCW^'b^m) ^-^P»ib/c^-KV (A)+RNA 2 

3.662i^n-V7&^iBRNAS5^<^a^STi:bT^^$tt-CV>fce ^'f*:<^94 
o/oKmrz^3,m^^-yii> ^^ScDNAi^n-^r-^o/io itLibO^^-e. 3.0 
69^n«->li roj *>^V/M± TTnGJ ^2) n-^T^ofCo 

^ n - V ^ ^ -pKAi 6 ) i m^nm: l r . pGcapi ^ 

i^to pmt<Dm^^it. {imm:^vi^y^v\3ci9m^i>^^^fz^t. (2)pka 

l<DmmmmUminAlII<D±mK?acl^imLfz:it. (3)pKA10EcoRI-BstXI-E 
coRV-Kpnmji=&EcoRI-Af lII-Swal-Kpnlllgi^Uf^C: h-e*>^o @fi^J#-^ 1 <^ 1 
^E^^l^^^y TAJ iiHindllliaSiil^. i/i568#@^^^coRm^l'^JS1-^o 
[0 0 6 41 

pGCAPl 100/ug«:200UOI^nIt?^^M<fc^. 0.8%T:?rn-;^m^^i&l^^^tt. 
^I^jt^^^^lffliib^vio nhflfzWWf>^70MSi20fiU mP^^r. 375U<^*^ 

CAP1^:J7 ^-T'^^"^- (I114B) tLX^^^fZo 

mmm e : pgcapi-^^j^ ^--fy -(-^-^rm^^tzcwky 4 v -im 

Api^^^-7-^^-7-0.3//gSrffiv^T. ^Jfel^S fcl^D^^-ecDNA^-^^L. 
:i^Mm<^5^®^^^^T'fc^^ cDNA^^-/^ V-=S:f^lSt/io '5-<^^*> ^2xl05 
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#i^2 0 0 3-0 9 1 3 7 3 '^-v . 

Co 0 6 5] 

Swal^if^^C-ATTT) G7{>--1@#in-r ^ -ATTTC- t^j:^) b 
[0 0 6 6] 

^hK. ^-mcim^^m^. AflII-e^iJ'i5^--/7^'7-=Sr^»fL. 

-J 'f^m.mk^ o - -yijm h ^fzo Af 111^^5^^ (-CTTAA) K^^ifi-m^Mt ^ 

mMcDNA^n->{i, Aflin-ioT^ifRrHgt^^o i<7)C i: ^flJffl-TttJf, A 
f lll?i^bic X'=>X^^y T'm^cDNA^ n - i:' ^ :e>^ =S:*iJ^1- ^Clt^>-ei;i>o 
[0 0 6 71 

[0 0 6 8] 
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# 



SEQUENCE LISTING 



<110> President of National Rehabilitation Center for the Disabled 
Hitachi Instruments Service Co., Lt. 
MTO. Seishi 

<120> Mehod for synthesizing cDNA 

<130> NP03032-YS 

<160> 1 

<170> Patentin version 3. 1 

<210> 1 

<211> 3347 

<212> DNA 

<213> Artificial 

<220> 

<223> Modified from expression vector pKAl 
<220> 

<221> misc_feature 

<223> Circular polynucleotide 

<400> 1 

aagcttggct gtggaatgtg tgtcagttag ggtgtggaaa gtccccaggc tccccagcag 
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#^2 0 0 3-0 9 1 3 7 3 ^- v : 28/ 




gcagaagtat gcaaagcatg catctcaatt agtcagcaac caggtgtgga aagtccccag 
gctccccagc aggcagaagt atgcaaagca tgcatctcaa ttagtcagca accatagtcc 
cgcccctaac tccgcccatc ccgcccctaa ctccgcccag ttccgcccat tctccgcccc 
atggctgact aatttttttt atttatgcag aggccgaggc cgcctcggcc tctgagctat 
tccagaagta gtgaggaggc ttttttggag gcctaggctt ttgcaaaaag ctcctcgagg 
aactgaaaaa ccagaaagtt aactggtaag tttagtcttt ttgtctttta tttcaggtcc 
cggatccggt ggtggtgcaa atcaaagaac tgctcctcag tggatgttgc ctttacttct 
aggcctgtac ggaagtgtta cttctgctct aaaagctgct cgagtgtaaa acgacggcca 540 

600 
660 



120 
180 
240 
300 
360 
420 
480 



gtacgtattt aatacgactc actataggga attccttaj« atttaaatgt ggtaccgcgg 
ccgcggatct ccctttagtg agggttaatt ggatccagac atgataagat acattgatga 
gtttggacaa accacaacta gaatgcagtg aaaaaaatgc tttatttgtg aaatttgtga 720 

780 
840 
900 
960 
1020 
1080 



tgctattgct ttatttgtaa ccattataag ctgcaataaa caagttaaca acaacaattg 
cattcatttt atgtttcagg ttcaggggga ggtgtgggag gttttttctg cattaatgaa 
tcggccaacg cgcggggaga ggcggtttgc gtattgggcg ctcttccgct tcctcgctca 
ctgactcgct gcgctcggtc gttcggctgc ggcgagcggt atcagctcac tcaaaggcgg 
taatacggtt atccacagaa tcaggggata acgcaggaaa gaacatgtga gcaaaaggcc 
agcaaaaggc caggaaccgt aaaaaggccg cgttgctggc gtttttccat aggctccgcc 

cccctgacga gcatcacaaa aatcgacgct caagtcagag gtggcgaaac ccgacaggac 1140 

tataaagata ccaggcgttt ccccctggaa gctccctcgt gcgctctcct gttccgaccc 1200 

tgccgcttac cggatacctg tccgcctttc tcccttcggg aagcgtggcg ctttctcata 1260 

gctcacgctg taggtatctc agttcggtgt aggtcgttcg ctccaagctg ggctgtgtgc 1320 

acgaaccccc cgttcagccc gaccgctgcg ccttatccgg taactatcgt cttgagtcca 1380 

acccggtaag acacgactta tcgccactgg cagcagccac tggtaacagg attagcagag 1440 

cgaggtatgt aggcggtgct acagagttct tgaagtggtg gcctaactac ggctacacta 1500 

gaaggacagt atttggtatc tgcgctctgc tgaagccagt taccttcgga aaaagagttg 1560 

gtagctcttg atccggcaaa caaaccaccg ctggtagcgg tggttttttt gtttgcaagc 1620 

agcagattac gcgcagaaaa aaaggatctc aagaagatcc tttgatcttt tctacggggt 1680 

ctgacgctca gtggaacgaa aactcacgtt aagggatttt ggtcatgaga ttatcaaaaa 1740 

ggatcttcac ctagatcctt ttaaattaaa aatgaagttt taaatcaatc taaagtatat 1800 
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# 



atgagtaaac ttggtctgac agttaccaat gcttaatcag tgaggcacct atctcagcga 1860 

tctgtctatt tcgttcatcc atagttgcct gactccccgt cgtgtagata actacgatac 1920 

gggagggctt accatctggc cccagtgctg caatgatacc gcgagaccca cgctcaccgg 1980 

ctccagattt atcagcaata aaccagccag ccggaagggc cgagcgcaga agtggtcctg 2040 

caactttatc cgcctccatc cagtctatta attgttgccg gga^ctaga gtaagtagtt 2100 

cgccagttaa tagtttgcgc aacgttgttg ccattgctac aggcatcgtg gtgtcacgct 2160 

cgtcgtttgg tatggcttca ttcagctccg gttcccaacg atcaaggcga gttacatgat 2220 

cccccatgtt gtgcaaaaaa gcggttagct ccttcggtcc tccgatcgtt gtcagaagta 2280 

agttggccgc agtgttatca ctcatggtta tggcagcact gcataattct cttactgtca 2340 

tgccatccgt aagatgcttt tctgtgactg gtgagtactc aaccaagtca ttctgagaat 2400 

agtgtatgcg gcgaccgagt tgctcttgcc cggcgtcaat acgggataat accgcgccac 2460 

atagcagaac tttaaaagtg ctcatcattg gaaaacgttc ttcggggcga aaactctcaa 2520 
ggatcttacc gctgttgaga tccagttcga tgtaacccac tcgtgcaccc aactgatctt 2580 
cagcatcttt tactttcacc agcgtttctg ggtgagcaaa aacaggaagg caaaatgccg 2640 
caaaaaaggg aataagggcg acacggaaat gttgaatact catactcttc ctttttcaat 2700 
attattgaag catttatcag ggttattgtc tcatgagcgg atacatattt gaatgtattt 2760 
agaaaaataa acaaataggg gttccgcgca catttccccg aaaagtgcca cctgaaattg 2820 
taaacgttaa tattttgtta aaattcgcgt taaatttttg ttaaatcagc tcatttttta 2880 
accaataggc cgaaatcggc aaaatccctt ataaatcaaa agaatagacc gagatagggt 2940 
tgagtgttgt tccagtttgg aacaagagtc cactattaaa gaacgtggac tccaacgtca 3000 
aagggcgaaa aaccgtctat cagggcgatg gcccactacg tgaaccatca ccctaatcaa 3060 
gttttttggg gtcgaggtgc cgtaaagcac taaatcggaa ccctaaaggg agcccccgat 3120 
ttagagcttg acggggaaag ccggcgaacg tggcgagaaa ggaagggaag aaagcgaaag 3180 
gagcgggcgc tagggcgctg gcaagtgtag cggtcacgct gcgcgtaacc accacacccg 3240 
ccgcgcttaa tgcgccgcta cagggcgcgt cccattcgcc attcacacag gaaacagcta 3300 
tgaccatgat cctctagagt cgacctgcag gcatgcttaa ttaaggg 3347 
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[011 
[02] 

[0 3] 

L/im^0t?ab*o 
[04] 
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[HI] 



mm 



m^OpppN I 



PI 



DLl 



m^GpppN I 



m'^OpppN 
CM 




mRNA 



lAAAAAAAAAAA 



i 



lAAAAAAAAAAA 




AAAAAAAAAAA 



^ DNA*U 
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[112] 
(A) 



2003-0 91373 




n^OpppH 1 
CBI 



LI 




AAAA&AAAAAA 



(B) 



m^Gpppn I 
cm 



DLl 




AAAAAAAAAAA 



(C) 



[AAAAAAAAAAA 



DLl 



I AAAAAAAAAAA 
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[1113] 



m''Gpppll I 



m^GpppN I 



m'^Opppli 
CN 



lAAAA 



1 



lAAAA- 




RNaseH 

^llSDNAU/f— 
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(B) pGCAPi'<^^— 



e 



; S oS I 111 



rm. ....II II 
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mm] 

-t cDNA=^ ^ :^S-e^ o T . ( i ) ^ ^ T^*^ * * mRNA=Sr^tf RNAtS^ 
m\^. ■f^^-7-^^)::fy^^U:^^V{?l)^T^-)^-t^j:-^^ (ii) T^^-f 

-^7^ n T*:! 7" V ^ X =Srpmi- *X5g. *3 ^ V'ii i i)iiiRNA/cDNA'\7- n V 
^ 7. (^cDNA03* V fe' V/^ T V > * - ^ 1^ ^ ^ K (LI) ^i^t * 

vmm\ m i 
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iii ® A ® S If # 

[391034994] 
^%^EB 1991^ 4^170 



^ m itS»MKTlT^*4TB 1#* 



miiE#^ miiE#2 0 0 4 - 3 0 3 6 7 5 0 



1 . a 
ft ^ 



IP #® 2 0 0 3 - 0 9 1 3 7 3 

m ® A ® M It ^ 



[300050367] 
2000^ 6^200 



tBiE#^ aiiE#2 0 0 4 - 3 0 3 6 7 5 0 




: 3/E 

2003-091373 
m ® A ® M ffi # 



[597115358] 
1. ^%^nB 1997^ 7^310 



ft m ^^}mmmM^i&^^ 3-46-50 



a3|E#-^ aiiE#2 0 0 4 - 3 0 3 6 7 5 0 
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